(A) To gauge the penetrance of depletion, Cy5-positive cells were categorized by their overall level of protein depletion at kinetochores. For both Hec1 and Nuf2 siRNAtransfections, cells that had no detectable Hec1 at kinetochores were scored as "low," cells that had wild-type or near wild-type levels of Hec1 at kinetochores were scored as expressing rescue fusion proteins. Cells were transfected with Hec1 or Nuf2 Cy5-labeled siRNAs and the indicated GFP fusion was subsequently expressed (described in Materials and Methods). For each rescue, GFP fluorescence intensity at kinetochores was quantified for every cell, and the average intensity of kinetochores per cell is shown in the graphs. For Hec1 rescue experiments, only cells whose average GFP fluorescence intensity at kinetochores fell between 600 and 6000 counts were included for phenotype analysis. For Nuf2 rescue experiments, only cells whose average GFP fluorescence intensity at kinetochores fell between 500 and 4000 counts were included for phenotype analysis. From left to right on the graphs above, the following numbers of cells and kinetochores (respectively) were scored and used for analysis: WT Hec1: 91, GFP fluorescence intensity at kinetochores fell between 1000 and 5000 counts were included for phenotype analysis. For Nuf2 rescue experiments, only cells whose average GFP fluorescence intensity at kinetochores fell between 1000 and 3500 counts were included for phenotype analysis. For each cell, the mitotic progression phenotype was scored, and these phenotypes are indicated on the graphs. Importantly, within the kinetochore fluorescence intensity ranges for the cells used for this study, we found no correlation between phenotype and GFP fluorescence intensity at kinetochores. The following numbers of cells and kinetochores were scored and used for analysis: WT 
